We developed a polymerase chain reaction (PCR)-single-strand conformation polymorphism (SSCP) analysis technique by using silver staining to detect the G -' A point mutation of intron 14 of the cholesteryl ester transfer protein (CETP) gene, which is a common mutation in CETP deficiency. After conventional PCR, amplified DNA was heated and subjected to electrophoresis in polyacrylamide gel containing glycerol. The gel was then stained with silver to identify DNA bands. With this technique, we examined 40 subjects with high concentrations of highdensity lipoprotein cholesterol ( 1 g/L) and found one homozygote and eight heterozygotes. The procedure is suitable for screening because it is quick and does not require radioactive materials or restriction enzymes. 
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Cholesteryl ester transfer protein (CETP) exchanges high-density lipoprotein (HDL) core cholesteryl ester for triglyceride in apolipoprotein B-containing lipoproteins, and plays a crucial role in the so-called reverse cholesterol transport system (1 )2 Since CETP deficiency is characterized by a marked increase in serum HDL-cholesterol, the defect has been noted in studies on arterio-
sclerosis.
In 1987, the complementary DNA (cDNA) of the CETP was cloned by Drayna et al. (2) , and since that time CETP deficiency has been studied at the molecular level. Previous studies (3, 4) have indicated that the most common gene mutation in CETP deficiency is the G -A point mutation at the 5' splice-donor site of intron 14 of the CETP gene. However, the previous methods of detecting the mutation, e.g., direct sequenc- 
Materials and Methods

Specimens
We took blood samples from 40 consecutive patients with increased concentrations of serum HDL-cholesterol ( 1 g/L) who visited our hospital. The hospital records were carefully checked to determine if these patients had any particular diseases or were taking any drugs affecting lipid metabolism.
None of the patients had any known causes of high serum HDL-cholesterol concentrations.
Genomic DNAs were isolated from peripheral blood leukocytes according to the method of Higuchi (5). Step 6. Remove the gel from the developer when the DNA bands reach the desired intensity in relation to the background. Then, wash it twice in deionized water for 2 miii each time.
Step 7. To prevent the development of a background, wash the gel in deionized water containing 10 milL acetic acid and then rinse the gel sufficiently.
PCR-RFLP
The 94-bp DNA fragment encompassing exon 14 of the CETP gene proposed by Gotoda and Yamada (7) was amplified by the modified PCR by using their proposed primers A and B. The PCR product was digested with 6 U of NdeI (New England Biolabs, Beverly, MA) for 12 h at 37#{176}C, subjected to electrophoresis on 12% polyacrylamide gel, and stained with ethidium bromide. One pattern (lane 9) was identified as the homozygote for CETP deficiency by comparison of its PCR-RFLP electrophoretogram (Fig. 3) , and the other (lanes 2, 4, 5, 6,8 in Fig. 2) as the heterozygote.
Resufts and DIscussIon
As a result, 9 of the 40 subjects, i.e., 22.5% of those with high HDL-cholesterol, were found to be CETP-deficient.
Of these nine subjects, one (2.5%) was homozygous and the remaining eight (20.0%) were heterozygous for the mutation (Table 1 ). In the one homozygote, serum CETP activity was undetectable (8). The screening with PCR-SSCP indicates a base-pair change and does not necessarily characterize any specific change. We therefore have done direct sequencing (2) on seven subjects (one homozygote and six heterozygotes) and identified the G -* A mutation in all subjects (data not shown). Thus, we conclude that our screening method detects the G -* A point mutation at the 5' splice-donor site of intron 14 of the CETP gene. The results indicate that this mutation is common Table 1 . Serum lipids and percentages of indivIdual groups among the 40 subjects. In summary, we applied PCR-SSCP analysis to the detection of CETP deficiency and used a silver staining method for visualizing DNA bands. The method described here is very simple and useful for rapid-detection screening for CETP mutation.
